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Quantification curve for Fig. 3a Quantification curve for Fig. 3b
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Fig 2d (- Rapamycin)

0

0.2

0.4

0.6

0.8

1

1.2

0 5 10 15 20 25 30 35 40 45

Rictor (- R apam ycin)

pSin1 (- R apam ycin)

e

EGF treatment time (min)

Quantification curve for Figure S4d   -Rapa

Fig2d (+ Rapamycin)

0

0.2

0.4

0.6

0.8

1

1.2

0 10 20 30 40 50

Rictor (+ R apam ycin)

pSin1 (+ R apam ycin)

f

EGF treatment time (min)

Quantification curve for Figure S4d +Rapa

R
el

at
iv

e 
ab

un
da

nc
e

R
el

at
iv

e 
ab

un
da

nc
e

0

0.2

0 .4

0 .6

0 .8

1

1.2

1 .4

0 10 20 30 40 50

Rictor
pT86-Sin1

0

0.2

0 .4

0 .6

0 .8

1

1.2

1 .4

0 10 20 30 40 50

Rictor
pT86-Sin1

0 8 16 24 32

IB: Akt-pS473

IB: Akt-pT308

IB: Akt1

0 8 16 24 32

EGF
+Rapa

0 8 16 24 32

EGF
+S6K1-I

min

IB: S6K-pT389

IB: S6K

IB: Tubulin

IB: pS6

IB: S6

IB: Sin1-pT86

IB: Sin1

0 15 60 12
0

24
0

IB: Akt-pS473

shGFP

IB: Akt1

insulin (min)

IB: S6K-
pT389

IB: S6K

IB: Tubulin

30 0 15 60 12
0

24
0

shRaptor

30

IB: Raptor

h

IB: Sin1

IB: Sin1-pT86

g

0 15 60 12
0

24
0

shGFP

insulin (min)30 0 15 60 12
0

24
0

30

shTSC2

IB: Akt-pS473

IB: Akt-pT308

IB: Akt1

IB: S6K-pT389

IB: S6K

IB: Vinculin

IB: TSC2

IB: Sin1-pT86

IB: Sin1

i

0 15 60 12
0

24
0

IB: Akt-pS473

TSC2+/+

IB: Akt-pT308

IB: Akt1

insulin (min)

IB: S6K-
pT389

IB: S6K

IB: Vincullin

30 0 15 60 12
0

24
0

30

IB: TSC2

TSC2-/-

j

k

0 10 20 40 60

shGFP
0 10 20 40 60

shTSC2

0 10 20 40 60

shRaptor

EGF(min)

IB: Akt-pS473

IB: Akt1

IB: TSC2

IB: Tubulin

IB: Raptor

IB: pFOXO

IB: FOXO3a

EGF
+DMSO

l

St
ar

ve
d

in
su

lin

IG
F-

1
PD

G
F

10 20 30

EGF

min

St
ar

ve
d

in
su

lin

IG
F-

1
PD

G
F

10 20 30

EGF

IB: Akt-pS473

TSC2+/+ TSC2-/-

IB: Akt1

IB: TSC2

IB: Tubulin

IB: PDGFR

m

IB: Sin1

IB: Flag

300 60 90 12
0

24
0

48
0

300 60 90 12
0

24
0

48
0

300 60 90 12
0

24
0

48
0

300 60 90 12
0

24
0

48
0

shGFP shTSC2

Flag-Sin1-WT Flag-Sin1-EE CHX (min)

CHX (min)

IB: Sin1
(shorter exp)

IB: Mdm2

IB: Rictor

IB: mTOR

IB: Vinculin

IB: Flag
(shorter exp)

IB: Mdm2

IB: Vinculin

n

R
el

at
iv

e 
ab

un
da

nc
e

00

0

1.2

1.0

0.8

0.6

0.4

0.2

0

1.2

1.0

0.8

0.6

0.4

0.2

0

1.2

1.0

0.8

0.6

0.4

0.2

0

1.2

1.0

0.8

0.6

0.4

0.2

10 20 5040305 10 15 2520 30 35 40 45

0 5 10 15 2520 30 35 40 45 0 50 100 200150 250 300

64

64

64

64

64

115

64

115

64

37

37

64

64

64

64

64

64

64

64

180

64

64

64

180

180

64

64

64

64

64

64

64

180

115

64

64

64

64

64

64

64

180

115

64

180

64

180

64

64

180

64

180

180

64

180

64

64

64

64

180

64

64

37

37

115

64

64

64

64

64

180

64

115

64

64

180

180

180

115

115

KD KD KD KD

KD

KD

KD

KD

KD
KD

115

82

82

115

49

49

82

82

82

82

82

82

115

26

26

82

82

82

82

49

49

82

82

82

82

115

49

115

82

82

82

82

82

82

49

82


